*>4 



(19) 




EuropaJsches Patentamt 
European Patent Office 
Office europeen des brevets 



EP 0 872 558 A1 



(n) 



(12) 



EUROPEAN PATENT APPLICATION 

published in accordance with Art 158(3) EPC 



(43) Date of piojicatton. 


tRu int piop m /oft ni9N m/nft 

(91) imU . vla.r £l/UO, ulcIN lu/wO, 


21.10.1998 Bulletin 1998/43 


C07K 16/18, G01N 33/53 


(21) Application numoer. ww/on.z 


(86) International application number: 


/00\ rWa /U KHnn- 99 AO i QQC 


PCT/JP96/02342 


- 


(87) International publication number: 




WO 97/08335 (06.03.1997 Gazette 1997/11) 


(84) Designated Contracting States: 


(72) Inventors: 


DEESFR-GBIT 


• HIRANQ, NorihKo 




tiKen Kagani KaDusnira isaisns 


(30) Priority: 30.08.1995 JP 72466/95 


Tochlfll 329-01 (JP) 


(71) Applicant 


• YAMADA, Mchlko 


Eiken Kagaku KabushlM Kaisna 


EIKEN KAGAKU KABUSHIKI KAJSHA 


Tochigi 3294)1 (JP) 


Bunkyo-ku, Tokyo 113 (JP) 




(74) Representative: 




VOSSIUS & PARTNER 




Postfach 86 07 67 




81634 Mflnchen(DE) 



(54) MONOCLONAL ANTIBODY RECOGNIZING SERUM AMYLOID A 

(57) The present invention provides monoclonal 
antibody that enables immunoassay of human serum 
amyloid A (SAA), which can be used as a marker for 
inflammations, based on the agglutination reaction, a 
reagent for immunoassay comprising the monoclonal 
antibody, and a method for immunoassay utilizing the 
monoclonal antibody. 

The present invention improves the specificity of 
immunoassay utilizing the agglutination reaction of SAA 
and achieving stabilization of quality of the reagent 
Namely, the use of monoclonal antfoodes is enabled in 
the immunoassay based on the agglutination reaction of 
SAA though the assay has so far had to depend on pol- 
yclonal antibodies that have poor specificity and are dif- 
ficult to maintain uniform. 
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Description 

ft ^ 



The present invention relates to a monoclonal anti- s 
body recognizing amyloid A in human serum (hereinaf- 
ter abbreviated as SAA) and cause the agglutination 
reaction, a reagent for immunoassay comprising the 
monoclonal antibody, and a method for immunoassay 
using the monoclonal anttoody. w 

Background Art 

In such fields as clinical examinations, Immu- 
noassay is often utilized In order to measure certain is 
substances simply and conveniently or with high sensi- 
tivity and specificity. Antibodies are required for immu- 
noassay. Monoclonal antibodies are indispensable tools 
for immunoassay because of their numerous advan- 
tages: that they can be continuously supplied with uni- so 
form characteristics; that an amount of antigens used 
can be small since the antibody-producing ceils can be 
established as cell lines; and among others, that anti- 
bodies of high specif icity can be easily obtained. Mono- 
clonal antibodies are important tools not only for assay 2s 
but also for purification of substances and for studies on 
their physiological activities and in vivo behavior, 

SAA is a serum protein with a molecular weight of 
about 12,000, which is considered as a precursor pro- 
tein of amyloid protein A (hereinafter abbreviated as AA 30 
protein) that is deposited in tissues in a certain type of 
amyloidosis (J. Clin. Invest 53: 1054-1061, 1974). 
Recently, it was reported that the serum SAA value 
rises in inflammatory disorders, and therefore it has 
been recognized as a sensitive marker for inflamma- 35 
tions (Rinshokensa 32: 2, p 168, 1988). 

There are some reports on the monoclonal antibod- 
ies recognizing SAA (J. Immunol. Methods 144, 149- 
155. 1991; Cln. Chem. 40/7, 1284-1290, 1994). In 
these reports, ELBA is constituted with the monoclonal 40 
antibodies recognizing SAA. 

Generally speaking, those monoclonal antibodies 
that are sufficiently usable in ELISA often are not practi- 
cally useful in the agglutination method. This is because 
the antfoody to be used must have the following charac- 4s 
teristics in either case of utilizing carrier particles like 
latex or of not requiring a carrier as in the case of immu- 
nobgical tubkf metric analysis. 

First of all, the agglutination method requires higher 
affinity. Compared to ELISA, it requires generally a so 
higher level of affinity in order to achieve the agglutina- 
tion reaction and to maintain a physically stable aggre- 
gate. Especially with monoclonal antibodies, one would 
need to prepare those with high affinities because the 
reaction needs to be constituted solely with the anttoody ss 
molecules that react specifically with certain epitopes. 
However, conventional monoclonal antibodies cannot 
satisfy this requirement If one attempts to constitute a 



reaction system with a nrwodonal antfcicdy with insuffi- 
cient affinity, it is impossWe to conduct measurement by 
the agglutination method because the antibody does 
not form an aggregate that can be analyzed with prece- 
cal sensitivity. H the quantity of the antibody is increased 
to compensate for the low affinity, sufficient sensitivity 
cannot be obtained since the number of antibody mole- 
cules that can bind to one antigen molecule does not 
change The measure to increase the quantity of the 
antibody is also unsatisfactory when using carriers such 
as latex by binding it to the antibody because the 
amount of the antibody bound is limited. 

Furthermore, the agglutination reaction requires 
multiple existence of the epitope recognized by the 
monoclonal antibody on a single antigen and positional 
relationship among the epitope at multiple sites must be 
suitable for agglutination. Therefore, the positional rela- 
tionship, which is not ah issue In ELISA, may become 
an obstacle in the agglutination method. Although the 
same condition is required in the sandwich ELISA 
method, it is disadvantageous to rely solely on the con- 
tiguous epitopes even if their physical sites are efferent 
because, as described earlier, the agglutination method 
requires a physically stronger binding. This Is because 
steric hindrance tends to occur, which makes it difficult 
to obtain a large, stable aggregate. Thus, also from the 
standpoint of epitope selection, conventional mono- 
clonal antibodies are not suitable for the agglutination 
method. 

An object of the present invention is to provide a 
novel monoclonal antibody that enables measurement 
of SAA based on the agglutination reaction. Another 
object of the invention is to provide a novel reagent for 
immunoassay comprising the monoclonal antflxdy, and 
a novel method for immunoassay using the monoclonal 
antibody. 

Disclosure of the Invention 

Using highly purified SAA and enhancing the anti- 
genicity of SAA by combining SAA with various adjuvant 
components to make it into a unique form of immuno- 
gen, the present inventors have obtained several kinds 
of hybridomas produdng the monoclonal antibodies 
recognizing human SAA with the following reactivity 
characteristics: (1) that they recognize the epitope of 
human serum amyloid A, and (2) that they agglutinate 
by reacting with human serum amyloid A in the 
absence/presence of other monoclonal antibodies, to 
isolate several monoclonal antibodies from the hybrido- 
mas. The present inventors also conducted agglutina- 
tion experiments of SAA using the monoclonal 
antibodies, and have established a novel method for 
immunoassay utilizing the monoclonal antibodies, 
thereby completing the invention. 

The monoclonal antibodies of the present invention 
enable immunoassay by the agglutination reaction. The 
use of currently available monoclonal antibodies against 
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SAA has been limited to such measurement methods 
as EUSA because they have insufficient affinities for the 
agglutination reaction. Since the monoclonal antibodies 
of the present invention have new characteristics that 
they agglutinate by reacting with SAA, it is posstole to 
provide a convenient method for measuring SAA based 
on the agglutination reaction. 

The monoclonal anttoodies of the present invention 
can be obtained by immunizing mice, rats, etc. with the 
purified SAA, and immortalizing the anttoody-producing 
cells by some means. As to the techniques tor immortal- 
ization, known techniques include cell fusion with tumor 
cells such as myelomas and transformation with 
Epstein-Barr virus. 

When preparing hybridomas by eel fusion, the 
myeloma cells from the same animal species as the 
immunized animal may be used, or they can originate 
from some other animals, thereby creating hetero-hybri- 
doma cells. SAA is a protein also found in serum of non- 
human animals, and it increases by immunization as a 
stimulus. Consequently H is advantageous to use an 
animal species that does not show such a phenome- 
non, e.g., rats, as the animal to be immunized because 
the anttoody titer is likely to rise. 

SAA to be utilized as the immunogen can be 
obtained by purification using a known method. Specifi- 
cally, SAA can be recovered as a pure protei n by obtain- 
ing a high density lipoprotein (hereinafter abbreviated 
as HDL) fraction from crude serum by ultracentrifuga- 
tion, subjecting it to delation, and purifying by means 
of, e.g., ion exchange chromatography. It is desirable to 
use such highly purified protein in order to obtain the 
cells that produce monoclonal antibodies specific to 
SAA in a high yield. Although there is a report that the 
unpurified HDL fraction obtained through uHracentrifu- 
gation was used as an immunogen. the antbody-pro- 
ducing cells obtained using such immunogens often 
produce antibodies recognizing various apolipoprota'n 
antigens, which may be risadvantageous in terms of, 
e.g., cloning. 

When using purified SAA as an immunogen, a vari- 
ety of techniques can be applied to enhance its anti- 
genicity. FreuncTs conrpiete adjuvant (hereinafter 
abbreviated as FCA) is one of the necessary compo- 
nents to enhance immunogenicrty. It is also effective to 
use the SAA adsorbed to lipid liposomes to serve as an 
immunogen. It is pointed out that SAA exhibits poor 
antigenicity in the immunized animals since SAA is a 
protein inherently found in many mammals' blood. One 
of the reasons why there is no report on the monoclonal 
antibody usable in the agglutination reaction is pre- 
sumed to be this low antigenicity of SAA, and therefore 
it is important to enhance the antigenicity in order to 
obtain the monoclonal antibody of the present invention. 
An adjuvant component useful in obtaining the mono- 
clonal antibody of the present invention is exemplified 
by FCA supplemented with cells of tubercle bacilli. FCA 
originally contains tubercle badlfi, but better results can 



be expected by reinforcing this component An intra- 
muscular injection of the pertussis vaccine at the time of 
immunization can also be expected to enhance the 
immunization effects. 

5 In the present invention, agglutination reaction of 
the monoclonal antibody in response to SAA can be 
confirmed through the tolowing method. The simplest 
method may be to allow the monoclonal antibody and 
SAA to react under a favorable condition for the immune 

10 reaction and to confirm the agglutination ability by 
observing as an indicator as to whether the immune 
complex precipitation forms. By this method, however, it 
is generally difficult to perform a quantitative observa- 
tion without using a sensitizing agent or the like. 

15 It is preferable to use the latex agglutination reac- 
tion in order to quantitatively measure agglutination abil- 
ity of the monoclonal antibody. An example of the 
method for confirming the agglutination ability ..of the 
monoclonal antfcody by the latex agglutination reaction 

so is described below. 

The anti-SAA monoclonal antibody is physicaBy 
adsorbed to polystyrene latex (average particle diame- 
ter 0.109 pm) at 37°C for 1 hour, and then suspended in 
a dispersion medium (0.1 M HEPES buffer, pH 7.4, con- 

6 taining 1% BSA) to give the final latex concentration of 
1%, resulting in a monoclonal antibody-sensitized latex 
emulsion. This emulsion is reacted with a sample hav- 
ing a certain SAA concentration, and the resulting 
agglutination is optically measured. Known optical 

30 measurement methods include the method of measur- 
ing changes in absorbance and changes in light scatter- 
ing. 

The following is an exanple of the measurement of 
absorbance changes using the Immunological Latex 

35 Agglutination Reaction Measurement System LA-2000 
(trade name, manufactured by EIKEN KAQAKU • Ana- 
lytical Instrument). The measurement parameters are 
shown below. With these parameters, the absorbance 
changes over 400 seconds after the initiation of reaction 

40 are calculated as DOS. DOS is a specific value to LA- 
2000. 



45 


SAA concentration: 


31.5|ig/ml 




Sanple volume: 


20 m> 




Emulsion volume: 


300 mI 


SO 


Absorbance measurement: 


400 seconds 



Under these reaction conditions, 0.1 M HEPES 
buffer (pH 7.4) alone is measured in order to determine 
the optical fluctuation of the instrument itself. Then, as a 
55 blank test, the same buffer is used as a sample to obtain 
the reagent blank. The basic value (lower limit) is calcu- 
lated by adefing, to the reagent blank average, its dou- 
bled standard deviation and further the instrument 
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fluctuation range (reagent blank + 2 SD + instrument's 
fluctuation range). Occurrence of agglutination can be 
judged when a measured value is larger than the basic 
value. Similar test methods can be performed using a 
general spectrophotometer, without using specialized 5 
systems such as LA-2000. 

The monoclonal antibodies of the present invention 
include those that react with SAA by themselves to 
cause agglutination;* and those that react with SAA in 
the presence of various anti-SAA monoclonal antibod- 10 
ies to cause agglutination. Moreover, among those that 
react with SAA by themselves to cause the agglutina- 
tion reaction, there are the antibodies that exhibit a 
stronger agglutination in the presence of various anti- 
SAA monoclonal antibodies than that attainable when is 
they are used hdivickjaliy. 

For exartple, the following data were obtained by 
measuring the binding affinities of the monoclonal anti- 
bodies shown In Figure 1. Since there were no notable 
correlation between the affinity constant and the intern 20 
Gtty of agglutination activity, it seemed impossfole to 
simply infer the strength of agglutination activity of the 
monoclonal antibody to SAA based on its affinity. 



Clone 15: 


84x10 


-7 


Clone 16: 


2.0x10 


-8 


Clone 17: 


1.0 x 10 


-7 


Clone 18: 


asxio 


-7 



25 



Furthermore, while the monoclonal antfoodies, so 
which was actually obtained by the present inventors, 
recognized the regions shown, for example in Figure 4. 
as epitopes, there were no correlation between the 
epitopes and the agglutination activities. The epitopes 
shown in Figure 4 were obtained by analyzing the rep- & 
resentative monoclonal antibodies among those 
described in Figure 1. Therefore, it seems difficult to 
predict the agglutination activity of the monoclonal anti- 
bodies recognizing SAA based solely on the epitopes. 
The names of amino acids are herein abbreviated as 40 
follows. 

Alanine: A or Ala 

Arginine: R or Arg 

Asparagine: N or Asn 45 
Aspartic acid: Dor Asp 
Cycteine: C or Cys 
Ghjtamine: Q or Gin 
Glutamic acid: EorGu 

Glycine: GorGly 50 

Histidine: H or His 

Isoieucine: I or lie 
Leucine: Lor Leu 

Lysine: KorLys 

Methionine: M or Met & 
Phenylalanine: ForPhe 
Proline: P or Pro 

Serine: SorSer 



Threonine: TorThr 

Tryptophan: WorTrp 

Tyrosine: YorTyr 

Valine: VorVal 

The hybridomas SAA-17 and SAA-21, obtained by 
the present inventors and included in the present inven- 
tion, have been respectively deposited under the follow- 
ing conditions. 

Deposit concerning hybridoma SAA-1 7: 

(A) Name and address of depositary institution 

Name: National Institute of Bioscience and 
Human Technology, Agency of Indus- 
trial Science and Technology, Ministry 
of International Trade and Industry 

Address: 1-3 Higashi 1-chome, Tsukuba-sW, 
Ibaragi, Japan (postal code 305) 

(B) Date of deposit (Original date of deposit) August 
2, 1995 

(C) Accession number FERM BP-5616 
Deposit concerning hybridoma SAA-21: 

(A) Name and address of depositary institution 

Name: National Institute of Bioscience and 
Human Technology, Agency of Indus- 
trial Science and Technology, Ministry 
of International Trade and Industry 

Address: 1-3 Higashi 1-chome, Tsukuba-sH. 
Ibaragi, Japan (postal code 305) 

(B) Date of deposit (Original date of deposit) August 
2, 1995 

(C) Accession number FERM BP-5617 

These hybridomas are rat-mouse heterohybrido- 
mas established by fusing the antibody-producing cells 
derived from the rat, which was immunized using the 
method described above, with the mouse myeloma 
cells. These hybridomas can be injected into the 
abdominal cavity of nude mice to recover the ascites 
and to purify the monoclonal antibodies. They can also 
be cultured in an appropriate medium to obtain the cul- 
ture supernatant and to purify the monoclonal antibod- 
ies. 

The monoclonal antibodies of the present invention 
exhibit differences in agglutination characteristics, as 
described earlier, depending on the combination when 
plural antibodies are used. Therefore, when utilizing 
these monoclonal antibodies as reagents, one should 
empirically choose appropriate combinations to readily 
achieve the expected sensitivity and the range of meas- 
urement The number of monoclonal antibodies to be 



4« 



EP 0 872 558 A1 



corhbiriedis notTrmited to two, but larger numbers ot 
monoclonal antibodies i can be combined. An aggregate 
that exhtoils more stable and stronger binding.can be 
e^ed to be formed when three-or more.dHferent 
kinds of monoclonal antibodies aro used in combine- 5 

tion. Allaln•^^l•^PO••W•» ;ool * 0,,h •■ 8fl * , " 
tinatfon 'intensity or the quantifiable range by 
manipulating the combination and the iri»ng s ratio. 
«"» vvheh the reagent of the present invention, is pre- 
pared by coupling plural monoclonal antfoodies to the 10 
canieTparticlesTrt can be prepared by either the method 
of mixing after each species of monoclonal antibody ■* 
coupled to the carrier partde or me method of coupling 
the mixture of plural monoclonal airtftxxfies The former 
method may be advantageous because one can is 
accbrhmcidate the subtle differences in binding condi- 
tions among different clones and it is easy to adjust the 
mixing ratio erf antibodies, jj ^ » 

As the reagent for immunoassay of the present 
irrvemie#ihe mwtoclohal antibody can be used in a so 
free state or as coupled to an insoluble carrier. Prefera- 
ble ? insoluble carriers include particulate earners made 
lof^n^Srganfc materials such as latex, and toor- 
ganfc materials such as silica. alumina, gold colloid, or 
the like, to onter to couple the monoclonal antibody to 25 
these ^ particulate camWcheh^ bondngrw physical 
adsorption may be utilized;^ ^ s 

^'Tnemonoclonalan^ 
gents of the present invention can be utilized as frag- 
ments resulted from digestion ^ appropriate so 
enzymes tor the purposed suppressing non-specific 
influences -of fie rheumatoid factor and complements. 
KnowhVamto^ F (*1t 
peps in digestion. Fab by papain digestion, and Facto' by 
plasmin digestion. ■ f v. _f _J 35 

ft is possWe to combine known ingredients other 
<fa-^«i*Mnrt+am»lto the reagent for immu- 
noassay of SAA according to .the present invention. 
Such ingredients include bufferathat provide necessary 
pH for immune reactions, reaction enhancers thatjprp- to 
mote immune reactions, reaction stabilizers or blockers 
that suppress non-specific reaction* -.and preservatives 
Such as sodium azkte that improve preservability of the 

'''reagent ■-■ ; 

Among the buffers applicable in the present inven- 45 
tion. GOOD'S buffers are particularly preferred because 
they not only provide the advantageous pH for imnuine 
reactions but also have minimum influence on proteins 
Followings are used as GOOD'S buffers. 

• 50 

. 2KN-Momholtoo)efoaiiesulfonic acta* (abbreviated 
asMES) 

. Piperazine-N.N'-bis(2-ethane sulfonic acid) (abbre- 
viated asPIPES), ». • 
N^2^Acelan^h2-antincethanesulfonic aad ss 

(abbreviated as ACES) 

N,N4)^2-hy*cayemyO-^ar^oethanesuHonic 
acto (abbreviated as BES) 



. Ks(2-hycfoxyetlTy01ntino!ri^ 

ane (abbreviated as Bs-Tris) 
. 3T[N.N-^2^hyd^etrpf!)a^ 

panesujfonic,aal (abjoroiied asJMSPO) 

• N-2-Hvdr6xvethyiweraztoe-k-3^ 
acid (abbreviated as EPFS) 

.... f+2-l^iipx^ 

1 acid (abbreviated as HEPES) 

• N-2^ydroxyettiylpper^ 
3-sutfonic.acid (abbreviated as HEPPSO) 

. 3KI^Morp>K)lirK)]propanesutton^ acid (abbreviated 

as MOPS) _ "** 

(abbreviated as MOPSO^ . " 
. PipeiazinerN.N'-bis^-hydroxypropanesulfc^ 
acto) (abbreyialedas POPSO) 

• tfTris^roxyme*^ 

tonic add (etofceyiated aa/IAPS) 
. N-Tris(hyclroxymetM)it^ , 

propanWsultonic acid (abbreviated as TAPSO) ; 
. r^Tris(hydioxymethyl)methyl-2-anti 

tonic acid (abbreviated as TES) , 

Other buffers, such as the following, may also be used. 

. 2-Antino-2-hy*oxymethy^ also 

called Tris(hydro>cyrne^)an™nornethane 
. Pnospriate buffers 

• Ammonium buffers 

The reaction enhancers include pofyethyleneglycol 
and dextran sulfate. The reaction stabilizers and block- 
ers usable in the present invention include BSA (bovine 
serum albumin), animal sera. IgQ, IgG fragments (Fab 
or Fc), albumirtt. Mk preneihs, amino acids, pdy-amno 
acids, choline, polysaccharides such as sucrose, gela- 
tin, decomposition pj^ucte of gelatin, casein, and pcJy- 
hy^ alcohols such as glycerol, which are effective for 
stabilizing me reaction^r suppressing rwnspecific reac- 
tions during the «hmune reaobon. 

The reagent tor immunoassay of SAA of the 
present invention, which may include the various com- 
ponents as mentioned above can be provided as sdu- 
tionYor 'in a dry state. In providing them as solutions, 
materials such as surfactants, carbohydrates, and inac- 
tive proteins Wtoe further added in order to enhance 
the stability of the proteins. These stabiDzing agents are 
also effective as stabilizers or vehicles when the rea- 
gents are dried. 

The JnWtoassay of ,SM accent 
invention are pertbrmed using tfie reagent for immu- 
noassay comprising the monoclonal antibodies of the 
present invention as described above The immu- 
noassay can be carried out by adding the reagents to 
the sample and monitoring the progress of the aggluti- 
nation reaction optically or with the naked eyes 



5 



EP0872 558A1 



10 



Brief Descriptions of the Drawings 

Figure 1 is the measured values of agglutination 
obtained using an emulsion prepared by mixing equal 
quantities of two different monoclonal antibodies. 

Ffigure 2 shows the correlation between the meas- 
ured values of agglutination obtained using an emulsion 
prepared by mixing plural species of monoclonal anti- 
bodies Oig/mi, ordinate) and those obtained using an 
emulsion prepared with polyclonal antibodies frig/ml, 
abscissa). 

Figure 3 shows the correlation between the meas- 
ured values of agglutination obtained using an emulsion 
prepared by mixing plural species of monoclonal anti- 
bodies (jig/tol, ordinate) and those obtained using an 
emulsion prepared with polyclonal antibodies frig/ml, 
abscissa). 

Figure 4 shows the mapping of epitopes recognized 
by the monoclonal antibodies of Figure 1 over the amino 
acid sequence of SAA. 

Pest Mode for Carrying out the Invention 

Examples of the present invention are illustrated 
below, but are not construed to limit the scope of the 
present invention. 

1 . Preparation of the SAA immunogen 

The high-SAA serum (1 00 pg/ml) 1 L was used as a 
starting material. By uHracentrifugation, the upper layer 
of density 1.23 and then the bottom layer of density 
1 .063 were recovered, delpidated with methanoi/ether 
(13) under cooling, applied to a Sephadex G-200 col- 
umn (equilibrated with a Q.01 M Tris-HQ buffer, pH 8.6, 
containing 6 M urea and 0.5 % Tween 20), and further 
applied to a cyanogen bromide-activated Sepharose-4B 
column (Pharmacia) to which an anti-Apo A I antibody, 
an anti-Apo C III antibody, and an anti-human serum 
albumin antibody had been bound by a conventional 
method to remove contaminating proteins . Thus, 30 mg 
of purified SAA was obtained from 1 L of serum: The 
purified SAA showed a single band at the position of 
M.W. 12,000 by SDS-PAGE, and did not react with other 
Apofipoprotein antibodies . Moreover, its amino acid 
sequence was, from the N-terminus, Ser Phe Phe Ser 
Phe Leu Gly Glu Ala Phe Asp Qly Ala Arg Asp Met Trp 
Arg Ala Tyr, and through the data base search it was 
found to be identical to form II and IV lacking the N-ter- 
minai Arg, which was reported by Dwulet et aL (Bio- 
chem.27:p1677, 1988). 



2. Monoclonal antibodies 
[2-1] Immunization of rats 



The FCA supplemented with the purified SAA 100 
Mg/animaJ from 1 above and human tubercle bacilli 4 



mg/m! were made, into an emulsion by a usual method 
and used to immunize 9-week-dd female WKAH/HKm 
rats. At the same time, 100 ^l/animal of alum precipi- 
tated trivalent diphtheria tetanus toxoid pertussis vac- 
5 one (Takeda Pharmaceuticals) was intramuscularly 
iryected into the left hind leg of the animal. 

Every three weeks thereafter, an emulsion pre- 
pared with SAA 50 jig/animal and FCA by a usual 
method was intraperitoneal^ injected as an immuno- 
10 gen, and the Wood was withdrawn periodkally to meas- 
ure the antigen titer by EUSA. The ELISA protocol is 
shown below. 

[2-2] ELISA of SAA antibodies 

15 

EUSA was used to measure the antibody titer and 
to confirm antigen-specific antibody activities. For block- 
ing, conjugate dilution, and serum dilution, a 20 mM 
phosphate buffer containing 0.15 M NaCI supplemented 
so with 1% BSA (pH 72, hereinafter abbreviated as BSA- 
PBS) was used. 

The purified SAA was cfissdved in a 20 mM phos- 
phate buffer (pH 7.2, hereinafter abbreviated as PBS) to 
give the concentration of 10 pg/ml, dispensed into the 
25 wells of 60-well Terasaki plates (SUMITOMO Bakefite 
Medical. MS-31600) at 10 pl/well, followed by sensitiza- 
tion at 37°C for 2 hours. After washing with PBS, 1% 
BSA-PBS was added at 10 nl/well, blocked at 37°C for 2 
hours, and kept at 4°C. 
so After the plate was washed once with PBS, a 10 pi 
sample whose antibody activity was to be examined 
was put onto the Terasaki plate and incubated at 37°C 
for 30 minutes. The plate was washed three times with 
PBS, supplemented with 10 \i\ of a commercially availa- 
35 We anti-rat IgG-POD conjugate (Cappel) which had 
been diluted 10,000 fold with 1 % BSA-PBS, and incu- 
bated at 37°C for 30 minutes. After the plate was 
washed three times with PBS, 10 pJ of the substrate 
solution containing OPD and hydrogen peroxide were 
40 added thereto and the plate was incubated at 37°C for 
30 minutes to measure color development The same 
procedure was repeated using 10 pi each of 1% BSA- 
PBS as a negative control, and a 10 2 dilution of the 
immunized rat serum as a positive control, in place of 
45 the sample above. 



[2-3] Cell fusion and cloning 

After it was confirmed that the antfoody titer had 
risen to 10 4 by EUSA, 50 ^g of SAA dissolved in the 
physiological saline was intraperitoneally injected, and 
the spleen was taken out three days later. Spleen cells 
were harvested and washed with the RPMI1640 
medium, and fused with the X-63-Ag 8-653 mouse mye- 
loma cells by the polyethylene glycol (hereinafter abbre- 
viated as PEG) method. The condition for the cell fusion 
is as follows. The cells were aliquoted into centrifuge 
tubes at a ratio of spleen cells: myeloma cells « 3 : 1, to 



so 



55 



6 



11 



which 50 % PEG solution 1 ml was added, and 50 ml of 
the warmed RPMI1640 was further added stowlrto 
dilute the PEG. Next, the PEG was removed by centrtf- 
ugation. and the cells were dispersed in the HAT 
mafiuni'at7:i x 10 5 spleen cells/well, which were then 
plated onto 96-wefl plates. 

After the HAT selection, colonies were observed in 
most of the wells. The culture supernatant from each 
well was screened by EUSA using the PQD-labeled 
anti-rat IgG antibody, and the cells from 30 wells that 
had developed color were cloned by 3 to 4 times of the 
limiting dilution 'method. Ultimately, the 13 ctones that 
produce IgG class monoclonal antibodies that react with 
SAA were established. Although ft was difficult to con- 
sistently ' establish such many dones by the conven- 
tional immunization methods such as the methods 
using mice or using rats, the immunization method used 
at this time was able to simultaneously produce many 
clones; These 1 3 clones were used in the following con- 
firmaliond reactivity 
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reagents (hereinafter simply referred to as emulsions). 

a R^ctivHv of the monoclonal antibody 



5 The emulsions obtained in 3 above were used 
either individually or in pairs containing an equal quan- 
tity of two kinds, to prepare a total of 91 types of rea- 
gents; and the occurrence of agglutination, was 
observed by allowing them to react with SAA The 

10 agglutination reaction was conf irmed by the absorbance 
analysis using the Immunological Latex Agglutination 
Reaction Measurement System LA-2000 (trade name, 
manufactured by EIKEN KAGAKU • Analytical Instru- 
ment). The measurement conditions are as follows. 

is Under these conditions, the difference in absorbance 
over the 400 seconds after the initiation of reaction is 
calculated as DOS. The value is specific to LA-2000. 
The results are shown in Figure 1 . 



Clone 3: 


lgG2a 


Clone 6: 


lgG2b 


Clone 7: 


lgG2a 


Clone 14: 


lgG2c 


Clone 15: 


lgG2a 


Clone 16: 


lgG2a 


Clone 17: 


lgG1 


Clone 18: 


lgG2a 


Clone 20: 


lgG2a 


Clone 21: 


lgG2a 


Clone 22: 


lgG2a 


Clone 25: 


lgG2a 


Clone 27: 


lgG2a 



20 



Each of the 13 hybridoma clones obtained in 2 
above was inoculated into the abdominal cavity of 
pRISTANE-treated s nude mice (BALB/c-nu). and the 
ascites was collected two weeks later. The ascites was 
centrifugal (3.000 rpm. 5 minutes), and the monoclonal 
antibody was precipitated from the supernatant by 
ammonium sulfate fractionation. The precipitate was 
recovered, dissolved in PBS. and dialysed against the 
same PBS, yielding the anti-SAA monoclonal antibody 
(iO mg/mf). Subclasses of the monoclonal antibodies 
used are as follows. The subclass was determined by 
Ouchterion/s method between the anti-rat subclass 
antisera (Bethyl) and the culture supematants. 





SAA concentration : 


3i.5|ig/mi 




Sample volume: 


20ul 


25 


Emulsion volume: 


300 |il 




Absorbance measurement 


400 sec 



30 



35 



40 



45 



SO 



Each anti-SAA monoclonal antibody was physically 
adsorbed to polystyrene latex (average particle diame- 
ter 0.109 urn) at 37°C for 1 hour, and then suspended m 
a dispersion medium (0.1 M HEPES buffer. pH 7.4. con- 
taining 1% BSA) to tiie final latex concentration of 1 %. 
producing 13 types of SAA-fatex agglutination reaction 
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The DOS of each combination is shown in the table. 
The value tor the reaction involving a single clone 
(appearing on a diagonal) is encirded by a dotted fine, 
and the value is italicized for the particular cpmWnatfon 
when ft is more than 10 % higher than the sum of haft 
the DOS for single-component emulsions (La., when the 
agglutination is enhanced by mixing). From these 
results, it was confirmed that antibodies that exhibit 
agglutination even by themselves (such as Clone 17 
and 21) could be obtained. II was also observed numer- 
ous combinations which show stronger agglutination 
than used individually when two different monoclonal 
antibodies are combined (i.e. , the emulsions are mixed). 
Among me combinations that enhance agglutination, 
there were some antibodies that do not agglutinate 
alone, or some that exhibit extremely strong agglutina- 
tion ability when combined with specific antibodies. For 
example. Clone 7 exhibits strong agglutination ability 
when combined with Clone 3 or Clone 21, and so does 
Clone 21 with Clone 17. The combination that showed 
especially strong agglutination is encircled by the sofid 

line. , . . 

On the other hand, there were many cases in which 
the agglutination became weak by the mixing compared 
with the use of individual antibodies (underfined in the 
table), which indicates that merely combining multiple 
monoclonal antibodies does not necessarily result in 
enhancement of agglutination. 

The presence or absence of agglutination ability 
was determined by the following indexes. Fust a 0.1 M 



7 



13 
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HEPES buffer (pH 7.4) alone was measured in order to 
determine the optical fluctuation of the instrument itself 
(20). Then as a blank test the same buffer is used as a 
sample to obtain the reagent blank (-11 to +10). The 
basic value is calculated by adding, to the reagent blank 
average (0.93), its standard deviation (2.93) multiplied 
by 2 and further the instrument fluctuation range (rea- 
gent blank + 2 SD + instrument's fluctuation range). 
Occurrence of agglutination was judged when a meas- 
ured value is larger than the basic value. In this experi- 
ment, this value was 27. Therefore, the ones showing 
values over 27 in the table can be considered as form- 
ing agglutination. 

5. Combinations of multiple monoclonal antibodies 

With reference to the pair-wise combination results 
obtained in 4 above, the combinations of three or more 
kinds were also examined for agglutination activities. 
Among the clones whose data are shown in Figure 1, 
monoclonal antibodies 7, 17, 21, and 22 were individu- 
ally made into emulsions, which were mixed at different 
ratios to produce reagents for the agglutination reaction 
of SAA containing multiple species of monoclonal anti- 
bodies. Using the resulting emulsions containing multi- 
ple monoclonal antibodies, various concentrations of 
SAA-containing serum samples were examined by the 
same procedure used in 4 above. The correlation 
between the above values and those obtained using the 
known latex agglutination reaction reagent for measur- 
ing SAA (Ann. Clin. Biochem. 30: 72-76, 1993), which 
was prepared with polyclonal antibodies, was exam- 6. The monoclonal antibody of claim 1, wherein said 
ined. The results are shown in Figures 2 and 3. monoclonal antibody agglutinates by reacting with 

As shown in the figures, the combinations of mono- human serum amyloid A in the presence of other 

clonal antibodies used in these examples all exhibited 35 monoclonal antibodies recognizing human serum 
high degrees of correlation to the values obtained with amyloid A. 

polyclonal antibodies. Thus, the monoclonal antibodies 

of the present invention can provide the reagents for 7. A reagent for immunoassay of serum amyloid A, 
immunoassay having agglutination activity comparable comprising monoclonal antibody recognizing 

to polyclonal antibodies, while retaining the high specif- 40 human serum amyloid A, wherein said monoclonal 
idty of the monoclonal amtoody. Among the several antibody is characterized by the following reactivi- 

combinations of monoclonal antibodies shown, the ties: 
highest degree of correlation to the values obtained with 

polyclonal antibodies was observed in the case of the (1) it recognizes the epitope for human serum 

combination of 17: 21: 7: 22 - 1:1: 1: 1 (Figure 2). 45 amyloid A, and 

(2) it agglutinates by reacting with human 

Industrial Applicability serum amyloid A in the absence and/or pres- 

ence of other monoclonal antibodies recogniz- 
ee present invention provides novel monoclonal ing human serum amyloid A. 

antibodies, which improves the specificity of immu- so 

noassay utilizing the agglutination reaction of SAA and 8. The reagent for immunoassay of clam 7, wherein 
achieves stabilization of quality of the reagents. Namely, said monoclonal antibody is coupled to an insoluble 

the use of monoclonal antibodies is enabled in the carrier, 
immunoassay based on the agglutination reaction of 

SAA though the assay has so far had to depend on pol- ss 9. The reagent for inmjnoassay of claim 8, wherein 
yctonal antibodies that have poor specificity and are dif- said insoluble carrier is a particulate carrier, 

ficult to maintain uniform quality. 

10. The reagent for immunoassay of claim 7, wherein 



Claims 

1. A monoclonal antibody recognizing human serum 
amyloid A, wherein said monoclonal antibody is 

5 characterized by the following reactivites: 

(1) it recognizes the epitope for human serum 
amyloid A, and 

(?) it agglutinates by reacting with human 
10 serum amyloid A in the absence and/or pres- 

ence of other monoclonal antibodies recogniz- 
ing human serum amyloid A. 

2. The morodonaJ anti^ 
is that produce the monoclonal antibody are derived 

from rat antibody-producing cells. 

3. The monoclonal antibody of claim 1 , wherein said 
monoclonal antibody agglutinates by reacting with 

20 human serum amyloid A in the absence of other 
monoclonal antibodies recognizing human serum 
amyloid A. 

4. The monoclonal antfoody of claim 3, wherein said 
25 monoclonal antibody is produced by hybridoma 

SAA-17 (Accession Na FERM BP-5616). 

5. The monoclonal antibody of claim 3. wherein said 
monoclonal antibody is produced by hybridoma 

30 SAA-21 (Accession No FERM BP-5617). 
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said reagent comprise at least two types of mono- 
clonal antfoocBes. 

11. A method for immunoassay of serum amyloid A 
which comprises reacting serum amyloid A with s 
monoclonal antfoody recognizing human serum 
amyloid A, wherein said monoclonal antibody is 
characterized by the following reactivities: 

(1) it recognizes the epitope for human serum 10 
amyloid A, and 

(2) it agglutinates reacting with human serum 
amyloid A in the absence and/or presence of 
other monoclonal antfoocfies recognizing 
human serum amyloid A 15 

12- The method for immunoassay of claim 11, wherein 
said monoclonal antfoody is coupled to a particu- 
late carrier and agglutination based on the reaction 
between the antfoody and human serum amyloid A 20 
is measured optically. 

13. The method for immunoassay of claim 11, wherein 
immunoprecipitates resulting from the reaction 
between said monoclonal antibody and human 25 
serum amyloid A are measured optically. 
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Figure 1 
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